The DNA-nicking assays were performed as described under Materials and Methods. Each reaction mixture (320 µL) contained 0.156 nM of plasmid DNA templates, 2.5 nM of LacI, and 12 units of Nt.BbvCI. The reaction mixtures were incubated at 37 °C for the time indicated. Then, a large excess of a double-stranded oligonucleotide containing an Nt.BbvCI recognition site were added to the reaction mixtures to inhibit the restriction enzyme activities. The nicked DNA templates were ligated by T4 DNA ligase in the presence of 1 mM of ATP at 37 °C for 30 min and the reactions were terminated by extraction with an equal volume of phenol. The plasmid DNA molecules were isolated and subjected to agarose gel electrophoresis in the absence of chloroquine. For plasmid pCB115, 16 units of Nt.BbvCI were used. M lac O1 DNA. Lanes 2 to 15 also contained 1.2×10 pO1O1 (a, c) and pOsOs (b, d) . The DNA-nicking assays were performed as described under Materials and Methods. Each reaction mixture (320 µL) contained 0.156 nM of pO1O1 or pOsOs, 2.5 nM of LacI, and 16 units of Nt.BbvCI. The reactions were incubated at 37 °C for the time indicated. Then a large excess of a double-stranded oligonucleotide containing an Nt.BbvCI recognition site were added to the reaction mixture to inhibit the restriction enzyme activities. The nicked DNA templates were ligated by T4 DNA ligase in the presence of 1 mM of ATP at 37 °C for 5 min and the reactions were terminated by phenol extraction. The DNA molecules were isolated and subjected to agarose gel electrophoresis (a, b). (c, d) Quantification analysis of the time course. The percentage of supercoiled DNA was plotted against the reaction time. The curve was generated by fitting the data to a 1st-order rate equation to determine the rate constant and t 1/2 . The DNA-nicking assays (time course) using supercoiled plasmid pO1O2n (σ = ~-0.06) were performed as described in Fig. 2B . The reaction mixtures in the presence of LacI were incubated at 37ºC for the time indicated. The DNA topoisomers were isolated and subjected to agarose gel electrophoresis in the absence of chloroquine. (B) The DNA-nicking assays (time course) using supercoiled plasmid pO2O3n (σ = ~-0.06) were performed as described in Supplementary Fig. 1B. (C, D) . The DNA-nicking assays (time course) using supercoiled plasmid pOsOs401 (σ = ~-0.06) were performed as described in Supplementary Fig. S1 . The reaction mixtures in the presence of LacI were incubated at 37ºC for the time indicated. The DNA topoisomers were isolated and subjected to agarose gel electrophoresis in the absence (C) or presence (D) of 1.5 µg/mL chloroquine.
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